Transfection of Human Cells. Transfection of K-562, HeLa, and Hep-3b cells was carried out in 6-well dishes using Lipofectamine 2000 and Opti-MEM medium (Invitrogen, Carlsbad, CA). Briefly, cells were seeded at 0.5 10 6 cells/well and incubated at 37 °C for 6-12 h in normal growth medium. DNA-Lipofectamine 2000 complexes were formed with DNA (4-7 g) and Lipofectamine 2000 (4-10 L) as directed by the manufacturer. Cells were washed with warm serum-free Opti-MEM prior to adding DNA-lipid complexes. Cells were incubated with DNAlipid complexes for 4-6 h, after which the medium was replaced with Opti-MEM containing FBS (10% v/v). Cells were incubated for 44 h before passage to 75 cm 2 flasks containing Geneticin (600 g/mL). Stably transfected cells were maintained and propagated in normal growth medium containing Geneticin (600 g/mL).
Production of Ribonucleases. All ribonucleases used in this study were purified as describe previously (2, 3) . Ribonuclease concentrations were determined by UV spectroscopy using = 0.72 (mg/mL) - Immunoblotting. The soluble protein fraction of stably transfected cells was prepared from a wet cell pellet using MPER containing HALT protease inhibitor cocktail (Pierce Biotech, Rockford, IL) Briefly, cells from a 75-cm 2 culture flask were harvested and washed with PBS (3 ). The cell pellet was resuspended in MPER (10 L/10 6 cells) and incubated on ice for 30 min. Cells were passed (5 ) through a 24-gauge syringe, and cell debris was collected by centrifugation at 15,000g for 10 min. The total protein concentration of cells lysates was determined with a BCA assay (Pierce Biotechnology, Rockford, IL) using bovine serum albumin (2.5-40 g) as a standard. The total protein concentration of cell lysates ranged from 5.5-16 mg/ml, and varied by <10% between pGE-pos and pGE-neg samples for a given cell line. Cell lysates were stored at -80 °C until use.
Lysates (30 g of total protein) from stably transfected cells were subjected to SDS-PAGE on a 4-15% w/v Tris-HCl Ready Gel (BioRad, Hercules, CA) including recombinant human RI (1-100 ng) and Precision Plus prestained MW standards (BioRad, Hercules, CA) as standards. Proteins were transferred to HyBond ECL nitrocellulose and then blocked overnight in TBS-T [20 mM Tris, pH 7.5, containing NaCl (0.137 mM) and Tween 20 (0.2% w/v)] containing nonfat dry milk (4% w/v). Blots were incubated with anti-hRI IgY (1:3000 dilution in blocking solution) for 1 h. and then washed with TBS-T (4 15 mL). Blots were then incubated with an anti-chicken antibody conjugated to horseradish peroxidase (1:5000 dilution in blocking solution) for 1 h, washed with TBS-T (4 15 mL). RI was visualized using ECL detection reagents and exposure to ECL film. Bands were analyzed from a scanned film image with the program ImageQuantTL (Sunnyvale, CA).
To ensure equal loading of cell lysate samples, the blot was stripped and re-probed for actin. Briefly, blots were incubated with 30 mL Restore Western Blot Stripping Buffer (Pierce Biotechnology, Rockford, IL) for 30 min and then washed briefly with TBS-T (20 mL). Blots were then incubated with primary and secondary antibodies, visualized, and analyzed as described above. Rabbit anti-actin and HRP-conjugated goat anti rabbit antibodies were diluted 1:5000 and 1:10,000, respectively, in blocking solution.
